Background/Aims The progression and development of congestive heart failure is still considered a large problem despite the existence of revascularization therapies and optimal, state-of-the-art medical services. An acute myocardial infarction (AMI) is a major cause of congestive heart failure, so researchers are investigating techniques to complement primary percutaneous coronary intervention (PCI) or thrombolytic therapy to prevent congestive heart failure after AMI. Methods Twenty-six patients with successful PCI for acute ST-segment elevation anterior wall myocardial infarction were assigned to either a control group (n = 12) or a bone marrow mesenchymal stem cells (BM-MSC) group (n = 14). The control group received optimum post-infarction treatment, and the BMSC group received intracoronary delivery of autologous BMSC at 1 month after PCI with the optimum medical treatment. The primary endpoint was a left ventricular ejection fraction (LVEF) change from baseline to 4-month follow-up, as determined via myocardial single-photon emission computed tomography (SPECT). Results The global LVEF at baseline (determined 3.5 ± 1.5 days after PCI) was 35.4 ± 3.0% in the control group and 33.6 ± 4.7% in the BM-MSC group. BMSC transfer enhanced left ventricular systolic function primarily in anterior wall myocardial segments adjacent to the LAD infarcted area. Four months later, via SPECT, global LVEF had increased by 4.8 ± 1.9% in the control group and 8.8 ± 2.9% in the BM-MSC group (p = 0.031). The cell transfer did not increase the risk of adverse clinical events, in-stent restenosis, or proarrhythmic effects. The echocardiographic evaluation also revealed a significant increase in the LVEF value from baseline to the 4-month (9.0 ± 4.7 and 5.3 ± 2.6%, p = 0.023) and 12-month (9.9 ± 5.2% and 6.5 ± 2.7%, p = 0.048) followup in the BM-MSC group but not in the control group. Conclusions Intracoronary administration of autologous BM-MSC was tolerable and safe with significant improvement in LVEF at 4-month (SPECT and echocardiography result) and 12-month (echocardiography result only) follow-up in patients with anterior AMI.
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Introduction
Rapid reperfusion of the infarct-related coronary artery is of great importance to salvage ischemic myocardium and limit the infarct size in patients with acute myocardial infarction (AMI). Although percutaneous transluminal coronary angioplasty with stent implantation is the method of choice to reestablish coronary flow [1] , delayed treatment leads to subsequent loss of cardiomyocyte and heart failure, which is a major cause of long-term morbidity and mortality. The loss of viable myocardium initiates an adverse process of left ventricular remodelling, leading to chamber dilatation and contractile dysfunction in many patients. In this respect, stem cell therapy has emerged as a novel alternative to repair damaged myocardium. Many experimental studies have shown that cardiac transfer of un-fractionated bone marrow cells or mesenchymal stem cells (MSCs) and progenitor cells derived from bone marrow can enhance functional recovery after AMI [2, 3] . As such, stem cells and progenitor cells derived from bone marrow have been proposed for use to repair cardiac tissue after AMI in patients [4] [5] [6] . Early clinical investigations have indicated the feasibility of infusing autologous bone marrow cells into infarct-related coronary artery after an AMI [7] [8] [9] . Stem cell therapy for AMI has been reported to be safe in clinical trials conducted over the last several decades, but the therapeutic effects for AMI have not been presented with certainty using clinical data to conduct reviews and meta-analyses [10] . Further clinical evidence may require an increase in patient accessibility to advanced stem cell regenerative therapy, particularly this one using MSC. Results from clinical data [11] and from pre-clinical studies [12] have indicated the possibility of improving the therapeutic effect by using bone marrow-derived mesenchymal stem cells (BM-MSC) rather than un-fractionated bone marrow cells to treat AMI.
BM-MSCs can differentiate into multiple types of cells including cardiac muscle, and BM-MSCs are known to secret several kinds of cytokine and/or growth factors that allow the regeneration of the tissue micro-environment, including immune-modulation, cell death inhibition, and angiogenesis. Thus, the working mechanism of BM-MSCs benefitting AMI may allow for the regeneration of cardiac muscle (direct effect) and/or tissue micro-environment (paracrine effect). The manufacturer has qualified the potency of Cellgram-AMI®, the BM-MSCs injected into the patients in this study, to differentiate into cardiac muscle and produce paracrine cytokines and growth factors.
We tried to assess the safety and efficacy of intracoronary infusion of autologous BM-MSCs at 1 month after percutaneous coronary intervention (PCI) in the patients with anterior wall myocardial infarction. The study goal is to investigate long-term effects (up to 2 years) of BM-MSC treatment in AMI patients. This report presents interim data collected at 4 and 12 months that show improvements in the left ventricular function (LVEF) and discusses future expectations. Our data may add significant clinical evidence for the effect of BM-MSC therapy on AMI patients.
Materials and Methods
Study Design and Patient Criteria
The clinical study protocol was approved by the Institutional Review Board of the St. Carollo Hospital in 2011 (IRB SCH2011-006). Enrolled eligible patients signed an informed consent form and participated in the study at the St. Carollo Hospital from January 2012 to May 2015. Patients were eligible if they (i) were admitted to the hospital less than 24 h after the onset of chest pain; (ii) presented an electrocardiography (ECG) showing ST-segment elevation greater than 1 mm in two consecutive leads, greater than 2 mm in the precordial leads; and (iii) could be enrolled in the study less than 72 h after successful revascularization of anterior AMI (defined as residual stenosis less than 30% of left anterior descending artery [LAD] infarction) and EF ≤ 40%. We excluded patients with non-LAD infarction, cardiogenic shock, life-threatening arrhythmia, advanced renal or hepatic dysfunction, history of previous coronary artery bypass graft, history of hematologic disease and malignancy, major bleeding requiring blood transfusion, stroke or transient ischemic attack in the previous 6 months, use of corticosteroids or antibiotics during the previous month, major surgical procedure in the previous 3 months, cardiopulmonary resuscitation for more than 10 min within the previous 2 weeks, positive results for viral markers [human immunodeficiency virus (HIV), hepatitis B virus (HBV), hepatitis C virus (HCV), and Venereal Disease Research Laboratory (VDRL) test], and pregnancy or possible pregnancy.
Patients were assigned to either a control group (n = 12) or a BM-MSC group (n = 14). The control group received optimal post-infarction medical treatment, and the BM-MSC group received optimal medical treatment with intracoronary transfer of autologous BM-MSCs 30 ± 1.3 days after PCI. Because of ethical considerations, we decided not to conduct bone marrow aspiration and a sham left-heart catheterization in patients randomized to the control group.
All patients were required to have successful revascularization of a culprit lesion of LAD on coronary angiography at the time of randomization. All patients received aspirin (300 mg loading dose, then 100 mg daily) and clopidogrel (600 mg loading dose, then 75 mg daily) with optimal medical therapy according to the American College of Cardiology (ACC)/ American Heart Association (AHA) guidelines for treatment of ST-segment elevation myocardial infarction (STEMI) [13] [14] [15] . The optimal medical therapy, including aspirin, clopidogrel, beta blocker, angiotensin-converting enzyme (ACE) inhibitor (or angiotensin receptor blocker), and statin, continued unless the drugs were contraindicated. The use of aspiration thrombectomy or a glycoprotein IIb/IIIa inhibitor during PCI was done as needed. All patients had successful PCI.
Preparation of Autologous BM-MSC
After baseline myocardium SPECT, 20 to 25 mL of BM aspirates were obtained under local anesthesia from the posterior iliac crest at 3.0 ± 1.5 days after admission. All manufacturing and product testing procedures to generate clinical-grade autologous BM-MSC (Cellgram®-AMI) were carried out following good manufacturing practice (GMP) at Pharmicell Co., Ltd., Seongnam, Korea. The manufacturing practice has been described elsewhere [7] , and the manufacturer's standard operating procedure includes conducting quality assurance, quality control, and characterization of the clinical-grade autologous BM-MSCs.
Cell Injection
The injection route of the BM-MSCs has been described elsewhere [16] . The packed final product of clinical-grade autologous BM-MSC (7.2 ± 0.90 × 107 cells) was gently transferred into the infusion syringe and mixed to minimize cell aggregation before infusion into the LAD via the central lumen of an over-the-wire balloon catheter (Maverick®, Boston Scientific, Natick, MA, USA). To allow the maximum contact time of the BM-MSC with micro-circulation of the LAD infarction territory, the balloon was inflated inside the stent at a low pressure to transiently interrupt antegrade blood flow during the infusions. The entire cell injection was done during three transient occlusions, each lasting 2 to 3 min. Between occlusions, the coronary artery was re-perfused for 3 min. After cell injection, close observation identified clinical changes and/or possible complications. Cardiac enzyme and electrocardiography measurements were repeated to assess periprocedural myocardial infarction (MI). The mean duration of autologous BM-MSC culture from BM aspiration to intracoronary injection was 25.0 ± 2.4 days.
Follow-Up Visit and Endpoints
The study visits were scheduled at 1 and 4 months after PCI for the clinical and functional evaluation. Electrocardiogramgated single-photon emission computed tomography (SPECT) was carried out at baseline (within 3-5 days after PCI) and 4 months (3 months after BM-MSC injection). Echocardiography was conducted to measure LVEF at 4 and 12 months after baseline observation. The primary endpoint of the study included absolute changes in the global LVEF from baseline to 4 months after PCI via SPECT. Echocardiography alone revealed altered global LVEF at 12 months. The secondary endpoints were changes in the left ventricular enddiastolic volume (LVEDV), left ventricular end-systolic volume (LVESV), and major adverse cardiac events (MACE). MACE was defined as the composites of any cause of death, myocardial infarction, revascularization of the target vessel, rehospitalization for heart failure, and life-threatening arrhythmia. MI was defined following the consensus statement of the Joint European Society of Cardiology (ESC)/American College of Cardiology (ACC)/American Heart Association (AHA)/World Heart Federation 
Assessment of Left Ventricular Function
SPECT was used for the non-invasive measurement of LVEF. A single dose of technetium (99mTc) sestamibi prepared using the Cardiolite® kit (Dupont Merck Pharmaceutical Company, Billerica, MA, USA) was injected intravenously at rest, and data acquisition started 30-60 min later. SPECT data were acquired with a dual-headed gamma camera (Infinia H3000WT; GE Medical System, Tel Aviv, Israel) equipped with a low-energy, high-resolution collimator. Sixty-four images were obtained over a 180°orbit using 90°between the heads. Acquisitions were attenuation-corrected and gated for 16 frames/cardiac cycle. The total acquisition time was 20 min. Vendor-specific, computer-enhanced edge detection methods were used to assess the left ventricular (LV) epicardial and endocardial margins during the entire cardiac cycle. The computer calculated resting global LVEF from the gated SPECT images using an automated algorithm [18] . An analysis of the SPECT images was performed using two blinded independent investigators. Regional and global LV functions were measured using two-dimensional echocardiography according to the recommendations of the American Society of Echocardiography [19] . LVEF was measured from the end-diastolic and end-systolic volumes calculated by the Simpson method from two orthogonal apical views. Off-line assessment of all echocardiographic images was performed by one blinded independent investigator.
Statistical Analyses
The primary endpoint was a change from baseline in the global LVEF at 4 months of follow-up. Improvement in global LVEF at 12-month follow-up evaluation was also observed. The secondary endpoints included changes in LVEDVand LVESV. ANOVA was used to compare the global LVEF changes in the two study groups and LVEF at baseline as a covariate. To estimate the treatment effect, differences in least-squares means and corresponding 95% CI were calculated based on the ANOVA model. We analyzed secondary endpoints using the same methods. The consistency of the reatment effect on the change in global LVEF was assessed across several subgroups. All statistical tests were two-sided with a significance level of p < 0.05. The homogeneity of the treatment groups at baseline was assessed using Student's t test for continuous variables, and no marked deviations were shown from the normal distribution. Continuous variables are presented as mean ± standard deviation. Categorical data are presented as frequencies and percentages. Comparisons of continuous variables at baseline with those at follow-up were done with the paired t test. Comparison of non-parametric data 
Results
Characterization of Therapeutic Autologous BM-MSC
The characteristics and quality of the therapeutic autologous BM-MSC were assured by the manufacturer (Pharmicell Co., Ltd) adhering to GMP. The International Society of Cell & Gene Therapy (ISCT) standard (Table 1 ) [20] was used to characterize the therapeutic MSCs (data not shown). The potency of therapeutic MSCs was determined at the manufacturer's GMP facility by observing the differentiation ability to cardiac muscle and secretion of related cytokines/growth factors. The ability to differentiate into cardiac muscle was determined by measuring the expression of troponin T on the 5-azacytidine/basic fibroblast growth factor (bFGF) induced differentiated MSCs (Table 2 and Fig. 1 ). The pleiotropic mechanism of therapeutic MSCs was assayed by measuring the angiogenic effect of MSC-secreted factors including vascular endothelial growth factor (VEGF), interleukin-6 (IL-6), and monocyte chemoattractant protein-1 (MCP-1) (Fig. 2) . MSC culture media induced human vascular endothelial cell (HUVEC) proliferation was reduced by the neutralizing antibodies against VEGF, IL-6, MCP-1 but not by hepatocyte growth factor (HGF) or transforming growth factor-beta (TGF-β). Isotype of neutralizing antibodies (IgG1 for HGF or TGF-β and IL-6: IgG2b for VEGF and MCP-1) has no toxic effects on the proliferation of HUVEC (Fig. 2) . Only autologous MSCs that passed quality assurance and quality 
Clinical Characteristics
Between January 2012 and May 2015, 30 patients provided informed consent to participate in this trial. Twenty-six out of 30 patients were randomly allocated to each treatment group. Four patients were withdrawn because they could not undergo M-SPECT. The final randomized cohort included 12 patients in the optimal post-infarction treatment group (control group) and 14 patients in the autologous BM-MSC and optimal postinfarction treatment group (BM-MSC group). The baseline patient characteristics for both groups were well matched (Table 3) . No differences were found in the two groups with respect to cardiovascular risk factors and medical treatments. The Killip class and coronary angiographic characteristics, including the only LAD infarction patient, were also similar between the two groups. Primary PCI was carried out in all cases, and there were no significant differences in procedural characteristics and time intervals from chest pain onset to treatment. All patients received optimal post-infarction medical treatment (Tables 3 and 4) .
Quantitative Analyses of LV Function by SPECT
Baseline LVEF was similar between the two groups (35.4 ± 3.0% in the control group and 34.2 ± 4.7% in the BM-MSC group, p = 0.251) ( Table 5 ). The absolute change in the global LVEF from baseline to 4 months improved significantly in the BM-MSC group compared to the control group (8.8 ± 2.9 vs. 4.8 ± 1.9%, p = 0.031) ( Table 5 
LV Function as Revealed by Echocardiography
Echocardiographic observation also indicated a similar baseline LVEF level in the control group and the BM-MSC group (37.4 ± 1.7 and 35.1 ± 4.5%, respectively, p = 0.116). The echocardiographic evaluation also revealed a significant increase in LVEF from baseline until the 4 months (9.0 ± 4.7 and 5.3 ± 2.6%, p = 0.023) and 12 months (9.9% ± 5.2 and 6.5% ± 2.7%, p = 0.048) of follow-up in the BM-MSC group but not in the control group (Table 5) . Volumetric analyses of LV end-diastole and endsystole at baseline and at 4-and 12-month follow-up showed no significant differences between the two groups.
Safety and Clinical Outcomes
All procedures related to the BM aspiration and MSC transplantation were well tolerated. There were no serious inflammatory reactions or bleeding complications at the iliac puncture site after BM aspiration. Patients had no or mild angina during balloon inflation for infusion of BM-MSC. There were no serious procedural complications related to intracoronary administration of the BM-MSC, such as ventricular arrhythmias, thrombus formation, or dissection. Periprocedural MI did not occur in all patients. There were no deaths, rehospitalization, MI, TVR, stent thrombosis, lifethreatening arrhythmia, or stroke in both groups during the 4-and 12-month follow-up period. Except for a few premature ventricular beats in both groups, no significant arrhythmic events were recorded on 24-h ECG monitoring (Table 6) . No significant changes were seen in LVEDV, LVESV as secondary endpoints, and MACE. 
Discussion
Our study addresses the effect of the BM-MSC on left ventricular functional recovery after acute anterior STEMI with left ventricular dysfunction. We observed that the infusion of BM-MSC into the infarct-related coronary artery of LAD significantly improved the recovery of global LVEF 3 months after the BM-MSC injection, 4 months after the PCI. The This may explain the LVEF improvement without volumetric change in the BMC-MSC treated group observed in this study. BMC-MSC (Cellgram®-AMI) used in this study has been confirmed to be able to induce angiogenesis through secretion of VEGF, IL-6, and MCP-1 (Fig. 2) . Longer follow-up may be required to assess the impact of MSCs into the LAD coronary artery on long-term left ventricular structural adaptation after AMI. A previous 6-month follow-up report of clinical responses evaluating autologous MSCs (Cellgram®-AMI) in AMI patients showed a primary endpoint of ≥ 4.3% improvement in LVEF compared to the control group, based on SPECT data [7] . Similar clinical responses were observed in this study based on SPECT data at the 4-month follow-up evaluation (≥ 4.0% (8.8 ± 2.9 minus 4.8 ± 1.9%), suggesting improved LVEF in the BM-MSCtreated group compared to the control group (p = 0.031).
Clinical studies for stem cell therapy for AMI have been reported for decades, evidencing the safety of the cell therapy. Preclinical studies have shown MSCs are better than bone marrow progenitor cells to treat myocardial infarction [12] . However, most studies have been carried out with bone marrow-derived mononuclear cells, and the clinical response was defined as moderately to not clinically relevant. A review in the Cochrane library (BStem cell treatment for acute myocardial infarction,^Fisher et al., 2015) [11] indicated that fewer than 10% of the studies dealt with MSCs (4 out of 41 individual studies). Thus, even the clinical outcomes when compared to those of the no-cell group (surrogate response measured to improve LVEF by SPECT at less than 12 months) reveal better result with BM-MSC (LVEF ≥ 4.3 vs 2.56% for 1 MSC study; Lee et al. 2014 [7] vs. 6 bone marrow mononuclear cell study combined) [11] , so more studies should obtain further evidence (Curr Treat Options Cardiovasc Med. 2014) [10] . Our results also present an encouraging clinical effect of intracoronary infused autologous BM-MSC that met the primary endpoint of an improvement in LVEF of~4.0% in the BM-MSC-treated group compared to control group at 4 months by SPECT.
The safety of intracoronary administration to deliver stem cells including MSCs has been accepted since Strauer et al. [25, 26] introduced the method. The therapeutic importance of recruiting MSCs into the infarcted myocardium [27, 28] has been noted, and ischemic preconditioning induced by transient balloon occlusion may have positive role for this phenomenon.
A consensus has been reached regarding research and clinical applications of the therapeutic mechanism of MSCs. Both target tissue regeneration and the pleiotropic effect of secretome (Cell Stem Cell, 2012) [29] are considered as important mechanisms of action, and the potency of therapeutic BM-MSCs used in this study (Cellgram®-AMI) was measured in both ways. The manufacturer has proven that the MSCs could be differentiated into cardiac muscle and that secretomes including VEGF, IL-6, and MCP-1-induced angiogenesis, which may be a major benefit for ischemic tissue.
Although encouraging clinical data was obtained, this study has several limitations, including the small number of participants, the relatively early time point for the data collection, and the limited means for LV functional measurement or endpoint measurement. However, in this report, only interim data is presented with LVEF improvement. A larger scale and a longterm follow-up study representing Bpost-marketing surveillance (PMS) of Cellgram®-AMI^was performed to define clinical endpoints including incidence of heart failure and survival along with an increase in global LVEF to elucidate the safety and therapeutic benefits of autologous MSC infusion in AMI patients. Data of a total of 100 patients were finally collected in February 2018 and analyzed. Results will be presented in a separate report. Based on preliminary analysis of PMS study, the cardiographic data of 78 patients, LVEF was significantly improved at 6 months after BM-MSC treatment (5.73 ± 0.79% in change from baseline LVEF 42.46 ± 10.23 to 48.19 ± 10.38% at 6 months, p < 0.0001) (data not shown).
In conclusion, intracoronary administration of autologous BM-MSC at 1 month after PCI is tolerable and safe with a significant improvement in LVEF at the 4-as well as 12-month follow-up in patients with acute anterior wall myocardial infarction.
